Although moderate fibrosis is a histological hallmark of the aging liver, the molecular mechanisms underlying this phenomenon are little known. Here, we provide a comprehensive description of hepatic collagen expression and metabolism during natural aging in rats. Interstitial collagen accumulated significantly in the oldest animals, mainly in the periportal area (PB 0.05, 19-vs. 2-month-old rats). This was ascribed to COL-III protein deposition (P B 0.05 vs. 2-month-old rats), rather than COL-I. Conversely, the transcription activity of COL-III gene decreased (P B 0.05) during the considered lifespan (2-19-months), whereas COL-I and transforming growth fator-b1 (TGF-b1) mRNA content was substantially unchanged. In the aged rats, hepatic matrix metalloproteinases (MMP) activity, (both MMP-1 and MMP-2) dropped significantly (P B0.05), with a concomitant increase of the inactive tissue inhibitor of MMP (TIMP-1)/MMP-1 complex (PB0.05). MMP-2 and TIMP-1 levels were weakly affected. All together, these results suggest that during natural aging, (i) COL III is the protein that accumulates preferentially in the liver; (ii) liver fibrosclerosis is mainly explained by a reduced proteolytic activity of matrix MMP, in which TIMP-1 seems to be a major regulating factor.
Introduction
Aging affects the organs, tissues, and cell types of the same organism in different ways, resulting in differential rates of decline of function, but all together concurring to the diminished ability to meet increased demand. Thus, not all organs are equally involved and morpho-functional studies suggest that, compared with others, the liver seems to age fairly well. Although, the liver is not exempt from age-related morphological changes, its homeostatic functions are not seriously im-paired, and liver function tests remain normal in senescent individuals (Schmucker, 1998; Schuppan, 1990; Tietz et al., 1992) . Several studies, mostly on animal models, indicate that the most frequent age-dependent changes are the reduction in organ mass, hepatocyte enlargement and degeneration, the increase in individual mitochondrial volume and the decline in their number, bile duct proliferation and, above all, variable degrees of fibrosis (Grasedyck et al., 1980; Sakai et al., 1997; Sastre et al., 1996) .
Fibrosis is a hallmark of the aging of various organs, including the heart and kidney (Abrass et al., 1995; Annoni et al., 1997; Gagliano et al., 2000) , and reflects increased deposition of the physiological components of the extracellular matrix (ECM). The liver ECM is not only a passive structural support, since it plays key roles in providing a structural framework and maintaining the differentiated phenotype and normal function of hepatocytes, sinusoidal endothelial and stellate cells (Martinez-Hernandez, 1984; Martinez-Hernandez and Amenta, 1993) . ECM turnover is a vital step in the tissue remodeling that accompanies physiological and pathological processes, so any quantitative changes can result in deranged hepatic function.
Collagens (COL) are the major components of liver ECM (Martinez-Hernandez and Amenta, 1993) . In the normal liver, interstitial COL types I and III are present in approximately equal quantities, constituting about 80% of the total (Biagini and Ballardini, 1989) and are mainly located within portal areas (Martinez-Hernandez and Amenta, 1993; Rojkind et al., 1979) . COL content is governed by the balance between synthesis and degradation, with a rapid turnover (Laurent, 1987; Mays et al., 1991a) . Much of the newly synthetized COL is immediately degraded, the extent of this process being primarily regulated by the metalloproteinases (MMP), whose activity under physiological conditions is precisely regulated, (a) at the level of gene expression, including transcription (Angel et al., 1987) and translation (Brinckerhoff et al., 1986); at the level of activation; or (c) at the step of inhibition by MMP tissue inhibitors (TIMP) (Herron et al., 1986) . Lasting perturbations of any of these steps can lead to liver fibrosis. The cellular and molecular events underlying fibrogenesis during pathological conditions have been investigated (Czaja et al., 1989; Milani et al., 1994) but so far little data is available about the changes in hepatic COL metabolism during aging (Bradley et al., 1974; Schaub, 1963) .
The aim of this study was to provide a comprehensive description of hepatic COL expression and metabolism during natural aging in rats. We first documented that COL deposition in the aging liver was predominantly due to an accumulation of COL-III protein in the periportal compartment, even though the transcription activity of this gene was down regulated. In fact, we report here for the first time, that the net balance for COL metabolism, in favor of accumulation during aging, was explained by a reduced proteolytic activity of MMP.
Materials and methods

Animals
Twenty male Sprague-Dawley rats (Iffa Credo S.A., a Charles River company, Calco, Italy) were studied at 2, 6, 12 and 19-months of age (five animals per age group). On arrival, rats were individually housed for 15 days, with controlled temperature (25°C) and a 12-h alterned lightdark cycle, then weighed, and killed under fentanyl anaesthesia. Procedures involving animals and their care were conducted in conformity with the institutional guidelines in compliance with international policies (EEC Council Directive 86/ 609, OJ L 358, 1, 12 December 1987) .
The liver was removed, weighed, immediately frozen in liquid nitrogen and stored at − 80°C, except for a portion cut out for histology.
Quantification of mRNA le6els
Total RNA was extracted from approximately 100 mg of frozen tissue by the acid guanidinium thiocyanate-phenol-chloroform method (Chomczynski and Sacchi, 1987) . RNA purity and concentration were determined spectro-photometrically. Total RNA was analyzed by Northern blot to assess the specific hybridization with each cDNA probe, followed by Slot hybridization assays for quantitative evaluation. For Northern blot, 30 mg samples were denatured and electrophoresed through 1% agarose gels. RNA integrity was verified by examining the 28S and 18S ribosomal RNA bands of ethidium bromide stained gels under ultraviolet light. RNA was transferred to a nylon membrane (Gene Screen, New England Nuclear, Du Pont, Italy) overnight by capillary blotting and backed at 80°C for 2 h.
For Slot blot analysis total RNA (10, 4, 2 mg) was denatured in 50% DMSO, 10 mM NaH 2 PO 4 pH 7, 1 M glyoxal for 1 h at 50°C, applied directly to Z-probe membranes (Bio Rad, Italy) under gentle vacuum, and fixed at 80°C for 1 h. cDNA probes for rat pro-a2(I)collagen (COL-I) (American Type Tissue Collection, ATCC), rat pro-a1(III) collagen (COL-III) (kindly provided by Dr E. Vuorio, University of Turku, Finland), swine TGF-b1 (ATCC) were labeled with 32 PdCTP (Amersham Pharmacia Biotech, Italy) by primer extension (Random Primed DNA labeling kit, Roche, Italy). Membranes were prehybridized for 16 -18 h in a solution containing 50% formamide, 5 × SSC, 1% SDS, 2 × Denhardt's reagent (50× reagent contains 5 g Ficoll, 5 g polyvinylpyrrolidone, 5 g bovine serum albumin, BSA). Hybridization was done in the same solution, with 2-3×10 6 cpm/ml of 32 P-labelled cDNA added, for 16-18 h at 42°C. Blots were then washed with 2× SSC at room temperature, 2 ×SSC 0.5% SDS at 65°C, 0.1×SSC at room temperature, 0.1×SSC 0.1% SDS 0.1% sodium pyrophosphate at 55°C, and exposed for 1-7 days at −80°C to autoradiographic films in cassettes with intensifying screens (Sambrook et al., 1989) .
The filters were hybridized with a glyceraldehyde 3-phosphate dehydrogenase (GAPDH) cDNA probe (Clontech, Becton Dickinson, Italy), a rat housekeeping gene, to normalize the results. Messenger RNA signals on autoradiographs were quantified by laser densitometry (IM1D, Amersham Pharmacia Biotech, Italy).
Histochemistry and image analysis
Sirius red staining
Specimens were fixed in 10% formalin and embedded in Paraplast (Oxford Labware, England). Five-micrometer thick sections were mounted on glass slides, deparaffinized and immersed for 15 min in saturated aqueous picric acid containing 0.1% Sirius Red F3BA (Sigma, Italy), a stain specific for collagen. With this method collagenous proteins stain distinctly red. For each sample the collagenous deposits were taken at 20× magnification on centrilobular fields of the hepatic acinus, and on surrounding terminal hepatic veins. In order to avoid possible bias due to the sampling of the individual fields, for every specimen we analyzed at least 15 fields containing a centrilobular vein and the same was done for the portal tracts. All the samples were evaluated in blind by one of us (Fabio Grizzi).
Image analysis
The images were captured and digitized using an image analysis system consisting of an Axiophot light microscope (Zeiss, Germany), a video camera-3CCD (KY-F55BE, JVC, Italy) that transmits image data to a PC with a Pentium-S 133 MHz processor (Intel Corporation, Santa Clara, California, USA), an incorporated framegrabber board (Imascan, USA), and specific software (Computer Liver, Ansible, Italy) (Dioguardi et al., 1999) . The image intensity level was kept the same throughout the study. The specific software automatically selects the collagenous portion on the basis of similarities in the color of adjacent pixels, which are then converted to one (black-and-white) or binary images. The surface area covered by collagen tissue is automatically evaluated and expressed as the fibrotic area (%), calculated as a ratio of the Sirius positive area to the total area examined and averaged on the number of the considered fields.
Hydroxyproline
The frozen samples were homogenized and hydrolyzed in 6 N HCl for 24 h at 110°C; PRO-OH was measured spectrophotometrically on the basis of its reaction with Ehrlich's reagent, using the methods described by Stageman and Stalder (Stageman and Stalder, 1967) .
Collagen type I and III expression
Neutral salt extraction of collagen
Liver samples were homogenized in ice cold extraction buffer (1 ml/100 mg tissue) containing Tris-HCl 50 mM pH 7.5, NaCl 100 mM, CaCl 2 2 mM and freshly added proteases inhibitors (aprotinin 1 mg/ml, leupeptin 10 mg/ml, pepstatin A 1 mg/ml, PMSF 2 mM). The homogenate was centrifuged (4°C, 10 min, 1500× g), the supernatant decanted and saved on ice. The final concentration of the liver extracts was determined with a standardized colorimetric assay (DC Protein Assay, Bio Rad, Italy), and the samples were divided into aliquots and stored at −20°C.
Dot blot and immunoassay
One hundred micrograms of total protein extracts for each sample in a final volume of 200 ml of TBS were spotted in triplicate on a nitrocellulose membrane placed in a Bio-Dot SF apparatus (Bio-Rad, Italy). After allowing the entire sample to filter through the membrane by gentle vacuum, each sample well was washed with 400 ml of TBS. After a complete draining, the membrane was air dried for 30 min and then placed in blocking solution for 1 h.
For COL-I determination the membrane reacted with a polyclonal antibody (1:2000) (Chemicon, CA, USA) for 1 h and with a second antibody conjugate with horseradish peroxidase (1:5000) (Sigma, Italy); the immunoreactive bands were revealed by Amplified Opti-4CN (BioRad, Italy). For COL-III were used a monoclonal antibody (1:2000) (Sigma, Italy) for 1 h and a horseradish peroxidase conjugated (1:8000) (Sigma, Italy); the signal was revealed by Opti-4CN substrate (Bio Rad, Italy). The antibody specificity was assessed on purified COL type I and III (Sigma, Italy) used as positive and negative controls.
Collagen degradation
MMP and TIMP extraction
Liver samples were homogenized in an ice-cold extraction buffer (1 ml/100 mg tissue) containing cacodylic acid 10 mM, NaCl 150 mM, ZnCl 2 1 mM, CaCl 2 20 mM, NaN 3 1.5 mM, Triton X-100 0.01% (pH 5). The homogenate was centrifuged (4°C, 5 min, 12 000×g) and the supernatant decanted and saved on ice. The final concentration of the liver extracts was determined with a standardized colorimetric assay (DC Protein Assay, Bio Rad, Italy), and the samples were divided into aliquots and stored at − 20°C (Kleiner and Stetler-Stevenson, 1994) . Each sample was run on SDS-PAGE and stained by Coomassie blue to verify that the same amounts of total proteins were loaded in all lanes.
Zymography (MMP-2 acti6ity)
Extracts were thawed on ice and mixed 3:1 with substrate gel sample buffer (10% SDS, 4% sucrose, 0.25 M Tris-HCl pH 6.8, 0.1% bromophenol blue). Each sample (30 mg) was loaded under non-reducing conditions onto electrophoretic mini-gels (SDS-PAGE) (Laemnli, 1970) containing 1 mg/ml of type I gelatin (Sigma, Italy). The gels were run at 15 mA per gel through the stacking phase (4%) and at 20 mA per gel for the separating phase (10%), with a running buffer temperature of 4°C. After SDS-PAGE the gels were washed twice in 2.5% Triton X-100 for 30 min each, rinsed in water and incubated overnight in a substrate buffer at 37°C (Tris-HCl 50 mM, CaCl 2 5 mM, NaN 3 0.02%, pH 8). After incubation the gels were stained with Coomassie blue, 30% methanol, 10% acetic acid, and destained in 30% methanol and 10% acetic acid (Kleiner and Stetler-Stevenson, 1994) . The lysis band areas were quantified by densitometric scanning (IM1D, Amersham Pharmacia Biotech, Italy).
MMP-1 and MMP-2 Western blot
Liver extracts were diluted in SDS-sample buffer, loaded on 10% SDS-PAGE, separated under reducing but not denaturing conditions at 40 mA according to Laemmli (Laemnli, 1970) , and transferred at 100 V to a nitrocellulose membrane in 0.025 M Tris, 192 mM glycine, 20% methanol, pH 8.3 (Burnette, 1981) . After electroblotting, the membranes were air dried and blocked for 1 h. After being washed in PBST, membranes were incubated overnight at 4°C in monoclonal antibody to MMP-1 or MMP-2 (0.5 mg/ml in PBST/ BSA 1%/NaN 3 0.02%, Calbiochem, Italy) and, after washing, in HRP-conjugated rabbit antimouse serum (1:80 000 dilution, Sigma, Italy). Immunoreactive bands revealed by the Opti-4CN substrate (Amplified Opti-4CN, Bio Rad, Italy) were scanned densitometrically.
TIMP-1 Western blot
Samples (40 mg of total proteins) were heat treated (95°C for 4 min) in non-reducing SDS sample buffer and subjected to SDS-PAGE on a 12% polyacrylamide gel run at room temperature. Proteins were electroblotted and the membranes processed as previously described for MMPs. For detection of TIMP-1 filters were incubated for 2 h with a mouse anti-TIMP-1 antibody (1:200) (Calbiochem, Italy), followed by horseradish peroxidase-conjugated reaction (1:20 000) (Sigma, Italy) for 1 h and Amplified Opti-4CN (BioRad, Italy).
Statistical analysis
Statistical comparison between experimental groups was done with one-way analysis of variance (ANOVA). Since we were interested in relative changes more than in absolute differences, the raw data shown in the tables and figures were log transformed before the ANOVA was performed. Then, a Dunnett's post-test (2-month age group taken as reference group) was carried out. The GRAPHPAD PRISM version 3.0 software package (GRAPHPAD Software, San Diego, CA) was used for the statistical analysis. All results are expressed as mean9 standard error of the mean (S.E.M.). A P value of B 0.05 was considered significant.
Results
Li6er and body mass
The liver weights (LW) and body mass (BW) of rats aged 2, 6, 12 and 19-months are presented in Table 1 . LW increased with age but proportionally less than body weight, so the ratio of LW to BW progressively declined from 2 to 12-months and remained constant thereafter.
Li6er gene expression
During maturation and aging COL-I mRNA slightly tended to increase (ANOVA P= ns) in 6 (+ 3%, P =ns), 12 (+ 3%, P= ns) and 19-monthold rats (+25%, P= ns), in comparison to the young ones. However, COL-III mRNA decreased (ANOVA P= 0.0099) in 6 (− 25%, PB 0.05), 12 (− 22%, P= ns) and 19-month-old rats (− 33%, PB0.01), compared with the 2-month-old ones.
The age-related changes in the abundance of liver COL-I and COL-III mRNA are presented in Fig. 1a and b. TGF-b1 gene transcription was weakly detectable and remained unchanged throughout the observation time (from 2 to 19-month-old: 0.5209 0.068, 0.36390.028, 0.4409 0.061, 0.4779 0.078 normalized densitometric score).
Collagen deposition
Histology
Light microscopy of liver sections revealed mild to moderate fibrosis consequent to COL accumulation in portal and centrilobular areas in aged rats ( Fig. 2A and B) . Interestingly, in these animals COL is frequently detectable in the parenchyma, mainly diffusely along the sinusoidal walls (Fig. 3) . Image analysis of Sirius stained sections showed as COL, respectively the 1.25, 1.25, 1.18, 2.73% of the total area in 2, 6, 12 and 19-month-old rats, indicating a significant increase in the oldest ones compared with earlier ages (PB 0.05) (Fig. 2C) .This seems mainly sustained by COL accumulation within the portal tracts: in fact, the increase of the fibrotic area was + 34 and + 104%, respectively, around the central veins and within the portal tracts of the oldest rats compared with the young ones (Fig. 2D). 
Hydroxyproline
Hydroxyproline content (Table 2) was very similar in the animals aged 2, 6 and 12-months, but tended to be higher (+25%, P =ns) in the 19-month-old than in the 2-month-old rats.
Collagen protein types
Dot blot analysis of collagen revealed a progressive age-dependent deposition only for COL-III. Infact, COL-I was almost unchanged, with a 0, + 10, + 10% increase, respectively, in 6, 12 and 19-month-old rats compared with the young ones, and for COL-III a + 26% (P B0.05), + 38% (PB0.01), + 41% (PB 0.01) increase in 6, 12 and 19-month-old rats, respectively, compared with 2-month-old ones (Fig. 4) .
Collagen degradation
The antibody we used recognized both, latent (57/52 kDa) and active (46/42 kDa) MMP-1. Immunoreactive MMP-1 proenzyme levels were unchanged until 12-months of age and thereafter significantly reduced in the oldest rats (− 25%, PB0.05), compared with the young ones. Active MMP-1 was lowered by aging, respectively, − 9% (PB 0.05), − 4% (P= ns) and − 13% (PB 0.01) in the 6, 12 and 19-month-old rats compared with Data are mean 9 SEM for five animals per age group. the young ones (Fig. 5) . A similar pattern was observed for MMP-2 activity (Fig. 6) , where the decrease was −18% (P B 0.05), −20% (P B 0.01) and − 23% (PB 0.01) in the same age classes compared with the youngest rats. By contrast, gelatinase protein expression were found very sim-ilar during the considered life span (ANOVA P =0.265). TIMP-1 antibody localized a band in the 28 kDa region, consistent with this specie of TIMP. Additionally, a high-molecular weight immunoreactive band was observed at 50 kDa, corresponding to the TIMP-1/MMP-1 complex. TIMP-1 levels appeared almost unchanged at all the considered ages. By contrast, we observed an increase of the immunoreactive TIMP-1/MMP-1 complexes with age (2.5-fold increase in 19-month-old rats compared with the young ones) (Fig. 7) . Fig. 7 . TIMP-1 and TIMP-1/MMP-1 levels in young (2-months) and old (19-months) rats after densitometric scanning. The antibody recognizes a 28 kDa immunoreactive band consistent with this protein, and an additional 50 kDa band corresponding to TIMP-1/MMP-1 complex. Data are mean 9 S.E.M. for five animals per age group. *P B0.05 vs. 2-monthold rats. 
Discussion
Sprague-Dawley rats showed continuous body growth between 2 and 19-months of age, with a consequent reduction of the LW to BW ratio between 2 and 12-months but no change thereafter. Since fibrosis impairs liver function and is pivotal in the modification of blood flow leading to portal hypertension, a better knowledge of the basic mechanisms that control this process would be useful. Data gathered to date have been obtained under pathological conditions, but little is known about progressive age-related changes. In the present report, we combined various analytical approaches and attempted to characterize the complex regulatory mechanisms that control collagen protein turnover in the aging liver.
We confirmed that collagen accumulated in the oldest animals with a specific histological method staining that revealed mild (mainly periportal) fibrosis. This observation is supported by the quantitative computerized image analysis and hydroxyproline measurements.
Irrespectively of the etiology, human liver fibrosis occurs with a prevalent increase in COL III content (Rauterberg et al., 1981) , and a consequent reduction in type I/type III ratio. The same pattern is also described in CCl 4 -treated rats (Kucharz, 1987) . Accordingly, the separate analysis of the two major interstitial COL proteins showed a prevalent increase of type III over the type I collagen in our study.
COL-I expression was upregulated both at the messenger and protein levels during aging. By contrast, we found opposite changes for COL-III steady-state mRNA levels, and COL-III protein deposition. This suggests different mechanisms of regulation for the two genes and, in particular, we can hypothesize, as possible steps of this dissociation, post-translational modifications such as the increase of molecular cross-links and/or an altered balance between synthesis and degradation.
In the same samples, TGF-b1 mRNA levels were always barely detectable with our methods, probably unaffected by aging. The same situation was described in the heart and in the kidney where the age-related accumulation of interstitial and perivascular COL was not accompanied by significant changes in TGF-b gene expression (Annoni et al., 1997; Gagliano et al., 2000) . These data further support the hypothesis that age-dependent organ fibrosclerosis, including the liver, is unrelated to the significant of TGF-b. This conclusion is supported by the observation that TGFb1 mRNA is not significantly expressed in normal livers and in situ hybridization detects few or no positive cells (Bedossa et al., 1995) . By contrast, several studies have shown that TGF-b1 gene expression is enhanced in experimental models of active fibroplasia and also in chronic liver pathology of humans (Annoni et al., 1992; Castilla et al., 1991; Milani et al., 1991) . COL levels are governed by the balance between synthesis and degradation, so the enhanced COL deposition in the liver of old rats could result from enhanced synthesis and/or slower breakdown rates (Arthur, 1990) . However, few studies have looked closely into age-related changes in collagen degradation (Grasedyck et al., 1980; Mays et al., 1991a,b) . COL catabolism is catalyzed by MMP, the proteolytic enzymes produced by lipocytes and other sinusoidal cells (Arthur et al., 1989 . MMP with collagenase and gelatinase activities are secreted in the extracellular space as zymogens and are activated by proteolytic cleavage within the matrix environment; their activity is closely regulated and under pathological conditions any mismatch could result in excessive ECM accumulation or degradation (Arthur, 1990; Laurent, 1987) .
Interstitial collagenase or MMP-1 cleaves the native triple helical region of interstitial COL into characteristic 3/4-and 1/4-collagen degradation fragments (Sakai and Gross, 1967; Woessner, 1991) . The so-called gelatin fragments can be further degraded by less specific proteinases such as gelatinase or MMP-2 and stromelysin, leading to complete digestion of fibrillary COL. We found a significant decrease in liver proenzyme and active MMP-1 during maturation and aging, suggesting that interstitial COL may accumulate, because of changes in the balance between synthesis and degradation.
Zymography showed lower activity of MMP-2 in old animals compared with young ones. These findings are in apparent contrast with a previous study that showed increases in the latent and active MMP-2 activities in liver fibrosis induced by CCl 4 (Takahara et al., 1995) . However, aging is a slowly progressive phenomenon without inflammation-unlike CCl 4 intoxication-and thus with a different balance in COL turnover. Moreover, protein degradation could be slower in aged rat, because of changes in COL cross-linking (Kanungo, 1980; Schaub, 1963) , rendering the protein less susceptible to the action of proteases.
The extracellular activity of MMPs is tightly regulated at various steps, including inhibition by TIMPs. Among the four TIMPs identified to date (Denhardt et al., 1993; Brew et al., 2001 ) TIMP-1 and 2 are the most important, since they inhibit the active form of all MMPs (Denhardt et al., 1993; Woessner, 1991) . TIMP-1 binds non-covalently to interstitial collagenase forming 1:1 stoichiometric TIMP-1/MMP-1 complexes that are not dissociated after SDS-PAGE (Thomas et al., 1998) .
Recent studies underlined the possible role of TIMPs in liver fibrogenesis, showing that TIMP-1 gene and protein expression increase in clinical and experimental liver fibrosis (Herbst et al., 1997; Benyon et al., 1996; Iredale et al., 1992 Iredale et al., , 1986 . The monoclonal antibody we used (Thomas et al., 1998) recognizes TIMP-1 in the unbound form as well as when complexed to MMP. Whereas, unbound TIMP-1 was almost unaffected by aging, the inactive complex TIMP-1/MMP-1 increased in the aged livers. This suggests that the low collagenase activity is consequent to decreased levels of MMP-1, concomitant with its increased inactivation by TIMP-1.
However, this matter is still controversial since TIMP-1 overexpression in transgenic mices does not result in liver fibrosis (Yoshiji et al., 2000) .
These findings as a whole indicate that aging is associated to moderate hepatic fibrosis especially within the portal tracts. This seems to occur without a prevalent role of one of the single mechanisms that control the ECM turnover, but rather as the consequence of dissociation between COL-I and COL-III gene regulation and decreased collagenolytic activity, enhanced by TIMP-1 inhibition. TGF-b1, commonly involved in active fibroplasia, does not appear to play a significant role.
